: Time-lapse images of anaphase spindle elongation of synthetic Cin8 phosphovariants tagged with 3GFP. Time-lapse images of synthetic mutants Cin8 syn148 and Cin8syn276 tagged with 3GFP in cin8Δ strains; p -partial; pc -partial control; f -full; fc -full control. Yellow arrows indicate Cin8 detachment from the SPBs, white arrows indicate Cin8 concentration at the SPBs, and white arrowheads indicate Cin8 distribution at the midzone. Time difference between frames: 1 min; scale bar: 5 µm. These images were used for calculation of spindle elongation rates (Figs. 4E and S5) and for Cin8 detachments from the spindle perpendicular to the spindle as a function of time (Figs. S3). At each time point, the average intensity ratio in arbitrary units ± s.e.m. of 9-12 cells is presented. Significance was determined compared to Cin8-5A. *p < 0.05. Figure S4 : Native and synthetic mutants are stable at all temperatures. SDS-PAGE followed by an α-GFP-HRP Western blot of native and synthetic mutants (indicated on top) of full Cdk1 phosphorylation consensus sites (f), and their respective controls (fc) tagged with three tandem copies of GFP. Cells expressing the various variants were grown at 26⁰C and 33.5⁰C (see Materials and Methods). Arrows point to the Cin8-3GFP and a non-specific band (NSB). Numbers in green indicate the intensity of Cin8 band relative to the intensity of the NSB, normalized to the intensity of wt Cin8-3GFP. Molecular weight ladder is indicated on the left (M, kDa). LGY 727 [3] MATa, ura3-52, leu2-3,112, his3-Δ200, lys2-801, ade2-101. cin8::LEU2
